Summary

26
Recently it has been shown that vitamin D3 acting via its cognate receptor (VDR) regulates 27 the growth, differentiation and function of female reproductive tissues including ovary. The 28 aim of the study was to examine the effect of testosterone (T) and its antagonist 2-29 hydroxyflutamide (HF) on VDR protein expression and function in porcine ovarian follicles.
30
Medium size antral follicles expressing great amount of androgen receptors and represent 31 high steroidogenic activity were used in this research. After 6 h incubation of whole follicles All chemicals used in the present study were purchased from Sigma-Aldrich (St.
76
Louis, MO, USA) unless otherwise stated.
77
Porcine ovaries were obtained from sexually mature pigs at a local abattoir and placed 78 immediately after slaughter in cold phosphate-buffered saline (PBS; pH 7.4) supplemented 79 with antibiotics (penicillin 100 U/ml, streptomycin 100 µg/ml, amphotericin B 2.5 µg/ml).
80
Tissues were transported to the laboratory within 2 h of collection and rinsed with PBS.
81
Healthy, follicular phase, medium size antral follicles (5 -6 mm) were excised from different 82 ovaries (in each experiment ten ovaries from five animals were used) and cultured in 4-well 83 plates (37˚C; 95% air:5% CO2) in DMEM-F12 medium, supplemented with antibiotics and 84 10% fetal bovine serum, for 6 h using the following treatments: (i) medium alone (control),
85
(ii) testosterone (T; 10 -7 M), (iii) 2-hydroxyflutamide (HF; 1.7 × 10 -4 M) and (iv) HF+T. After 86 incubation, whole follicles were fixed for 24 h in 10% neutral buffered formalin for 87 immunohistochemical studies (n = 6/group) or separated granulosa and theca interna cells 88 were frozen in liquid nitrogen for protein isolation (n = 6/group). The experiment was carried 89 out on three separate occasions.
90
To reveal the cellular distribution of VDR within porcine ovarian follicles the 91 immunohistochemistry was conducted as previously described (Grzesiak et al. 2015) . In brief, 
134
The results of the present study reveal for the first time the expression of VDR protein 
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